1. The microbe used for the anticholera vaccine may be isolated from a cholera patient, or it may be obtained from the central laboratory. It Heat the edges of the other end of the pipette so as to round them by melting slightly the glass. Let then the glass cool down. One inch within the open end place a plug of cotton-wool, lightly enough to allow the air inside the tube to be exhausted by suction without its being drawn up into the mouth. Sterilize the pipette by heating it systematically and uniformly in the flame from one end to the other, including the part containing the cotton plug, until all the moisture has been driven off, and the cotton plug has become of a uniformly light brown colour.
Note.?The cotton plug should be browned by the heat of the air in the tube rather than by that of the glass in contact with it. It should not be charred too much, as the creosote and other products formed, will plug up the interstices, preventing a free draught of air, and by their powerfully antiseptic property will endanger the life of any microbes held in the tube. accidentally injected between the skin and the muscles, the latter will be found inflamed and covered with extravasated blood ; when in this state they are very brittle, and liable to tear, and the skin over them should be reflected most cautiously. If the emulsion had been injected entirely into the peritoneal cavity, the abdominal muscles will show no alteration.
35. Take one of the irons from the fire and char the surface of the muscles (a) in the median line along the whole length of the linea alba from the sternum to the pubes, and on either side from the epigastrium outwards, following the lower edge of the ribs as far as the reflected flaps of skin. Burn the surface of an even dark brown colour.
Note i. The searing should be done by light touches of the coteriser so as not to char the muscles too deeply, the object being to sterilize the surface and not to burn the under lying structures.
ii. Only use the irons while they are red hot, else they will stick to the muscles and tear them.
iii. Should any peritoneal fluid have escaped through the point where the inoculation was made, or through an accidentally burned spot of the abdominal walls, it must be thoroughly dried up by the hot iron, disturbing the wound as little as possible ; for if any of the extravasated fluid which has been in contact with the unsterilized outer surface of the abdominal walls be sucked back through the rent when opening the muscles, it will contaminate the fluid in the peritoneal cavity. Large quantities of exudation contain proportionately few microbes.
In making a series of passages to increase the strength of the microbe, the quantity of exudation must therefore be controlled; should it become too large, it is to be reduced by making a passage through a small animal which will die rapidly; at the post-mortem the quantity of fluid will be found greatly diminished, and the microbes will be so concentrated as to make it of a milky white appearance, resembling that of the emulsions of the agar cultures. On the other hand, should the amount of exudation be found too small, a larger animal is to be selected for the next passage, and the amount will increase immediately.
Note.?If the exudation is weak, its colour will be pale, and of a bluish tint, and it will be sticky. The surface of the liver in such cases will be found covered with a whitish deposit of lymph containing leucocytes, while the spleen will keep its normal appearance. In case of a virulent infection, the liver, on the contrary, will be found normal, and the spleen black and increased in size.
Note.?In case an autopsy is impossible, for want of accommodation or when the operations are carried out under a pressure of time, the following procedure may be employed for getting from the guinea-pig a specimen microbe for further cultivation. The skin of the guinea-pig is burned with a coteriser on the flank or near the umbilic, and by piercing the abdominal walls with a pipette applied to the seared spot, and pressing gently the, abdomen, a drop of fluid is extracted from the peritoneal cavity. This drop is blown into a sterile agar-tube and used for inoculating zig-zag cultures, and for preparing a full culture for the next passage.
In this way the oxidation of the microbe is done not in the original exudation fluid, but in an artificial culture. This procedure simplifies consider ably the manipulations, but has the disadvantage of inserting, between two passages through animals, a cultivation on artificial media, which interferes with the regularity of the physiological process.
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